PATENT 

Appl. No. 09/853,530 

Amdt. dated September 25, 2006 

Reply to Office Communication of August 17, 2006 



Amendments to the Spec ification; 



Please replace the paragraph beginning at page 12. line 26, with the following: 

-In one embodiment of antigen- APABP, as described in Example 1 A, a nucleic 
acd was constructed that encodes a fusion protein, which contains amino acids 1-254 of LF 
(SCQlDNOS:lnnd^) and am.no ac.ds 1-5U of HIV envelope protem gpl2a(:EQ ID I^S- 
<ffl44) The nucleic acids were isolated using PCR and specific primers (QEQ ID MOS: S 
rSFOinNOS l-4) with restriction endonuclease sites at the ends. These sites were used to jom 
the nucletc acids for LF and gpl20. This recombinant nucleic acid construct was cloned tnto a 
GST expression vector, and protein was expressed and purified as described in Example 1 A.- 

Please replace the paragraph beginning at page 22, line 13, w,th the following: 

-Construction of the plasmid used to express the LF-gpl20 fusion protein in E. 
coli was performed as follows. The pGEX-KG vector (Pharmacia), which contains a glutath.one 
S-transferase protein coding region, was ligated with PCR-amplified LF and gpl20 gene 
sequences to produce a plasmid encoding a three-way fusion protein. The fusion protein contains 
the 26 kDa GST region, a 14 amino acid hnker, amino acids 1-254 of LF^SB^»W*+3), 
and amino acids 1-511 of gpl20 (SEQ ID NOS: 3 A).- 

Please replace the paragraph beginning at page 22, Ime 19, with the following: 

-The DNA encoding amino acids 1-254 of LF was amplified from plasmid pLF7 
with primers that added unique Xbal and Mlul sites on the 5^ and 3^ ends, respectively 
(Robertson & Leppla, Gene 44: 71-78 (1986)). The sequences of the primers were: 
5^-TCTAGATCTAGAAGCGGGCGGTCATGGTGATGTAGG-r (primer 1, SEQ4D^ 

SEO ID NO: H and 
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5^-GATCTTTAAGTTCACGCGTGGATAGATTTATTTCTTG-3^ (primer 2, SEQ ID NO: 6 
SEP ID N0:2 y- 

Please replace the paragraph beginning at page 22, Hne 27, with the following: 

-The DNA encoding amino acids 1-51 1 of gp 120 was amplified from plasmid 
HXB2-env with primers that added unique sites for Mlul and PstI on the 5^ end and unique Xbal 
and Xhol sites on the 3' end of the amplified gene (Page et al., J Virol. 64: 5270-5276 (1990)). 
The sequences of the primers were: 

5'-GCAAGACGCGTCTGCAGATGAGAGTGAAGGAG-3' (primer 3, SEQ ID NO: 7 SEO ID 
N0i3)and 

SEQ ID N0:4 ). 

Primer 4 introduced a stop sequence (TAA) after the gpl20 coding sequence.- 

Please replace the paragraph beginning at page 25, line 3, with the following: 

—The LF-gpl20 fusion protein and PA were tested in vitro for their ability to 
deliver antigenic proteins to the cell cytosol for processing and presentation with MHC class I 
molecules on the cell surface. Mouse mastocytoma cells were used as the target antigen- 
presenting cell. Cytotoxic T lymphocytes that recognized the peptide epitope RGPGRRAFNTI 
RGPGRAFVTI (SEO ID N0:5) from the V3 loop of gpl20 were used with a ^'Cr-release assay 
to examine specific lysis of the antigen presenting target cell population. Translocation-deficient 
mutant PA proteins or the absence of PA were used as controls to demonstrate that processing of 
the fusion protein relies on internalization via the PA receptor.-- 
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Please replace fte para^aph beginning at page 25, line 13. wi* .he following: 

..The followmg cell lines were used ,n this example. P815. a DBA/2 derived 
CH-2-,mas.„eyton,a(ATCCT.B-64)wasusedastargetce,,s,nthecy.oto.o^^^^^^^^^ 

CTL) assay These cells were ma,n,ained in RPMn640 supplemented wth 10/. FC^The 
«oU.eCTLline9.233thatrecogn.es.heV3epit„peROPOK^^^^ 

HOilthat has been prev,„us,vdescnbed(Ta.ahash,e,aUP™c.A..<'^^^^^^^^^^^ 
i;^3.09 (.988); Alexander-Miller e. al.. Proc. Na.1. Acai. Sc, U.S.A. 93: 4102-4107 (1996), 
Shiraietal.../-«™»o/. ,48: 1657-1667 (1992)). Peptide PISIIIB that recognizes .h,s ep.ope 
was madebyan automated peptidesy„thesizer(AppliedBiosystems)andpunfiedbyhtgh 
Ilmtanclicuidchromatography before use. The HIV gpl20-specif,c CTL hne was denved 
ltBALB/Cpleensta.enf.ommiceprev,ous,yimmunizedwitharecombi„antvacc,n.^ 

ZeLg the ^20 protein. 9.23.3 CTL were stimulated wtth ,0 .m free P18Iim pept.de at 5 

; T andll0Mrradiatedsp,eenoeytes[3000rads(lrad = 0.01Oy)]p.^ 
wellp,atecontaimng2mlofal:,m,xtureofKPMn640mediumandBag,e-Ha„cc, 

,„ed,um(EHAA)suppleme„tedwithL-glutamine,sodiumpyruva,e,„onessent,a — 
pen,c,llin.streptomycin,5xl0->M2-mercaptoethanol,.0% fetal calf serum, and,0/.T.st.m 

(Collaborative Biomedical Products).-- 

PleaseinserttheaccompanyingpapercopyoftheSe,ucnceList,„g,pagenumberslto2.atthe 
end of the application. 
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